We have previously shown that normobaric hyperoxia may benefit peri-lesional brain and white matter following traumatic brain injury (TBI). This study examined the impact of brief exposure to hyperoxia using diffusion tensor imaging (DTI) to identify axonal injury distant from contusions. Fourteen patients with acute moderate/severe TBI underwent baseline DTI and following one hour of 80% oxygen. Thirty-two controls underwent DTI, with 6 undergoing imaging following graded exposure to oxygen. Visible lesions were excluded and data compared with controls. We used the 99% prediction interval (PI) for zero change from historical control reproducibility measurements to demonstrate significant change following hyperoxia. Following hyperoxia DTI was unchanged in controls. In patients following hyperoxia, mean diffusivity (MD) was unchanged despite baseline values lower than controls (p < 0.05), and fractional anisotropy (FA) was lower within the left uncinate fasciculus, right caudate and occipital regions (p < 0.05). 16% of white and 14% of mixed cortical and grey matter patient regions showed FA decreases greater than the 99% PI for zero change. The mechanistic basis for some findings are unclear, but suggest that a short period of normobaric hyperoxia is not beneficial in this context. Confirmation following a longer period of hyperoxia is required.
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We have previously shown that normobaric hyperoxia may benefit peri-lesional brain and white matter following traumatic brain injury (TBI). This study examined the impact of brief exposure to hyperoxia using diffusion tensor imaging (DTI) to identify axonal injury distant from contusions. Fourteen patients with acute moderate/severe TBI underwent baseline DTI and following one hour of 80% oxygen. Thirty-two controls underwent DTI, with 6 undergoing imaging following graded exposure to oxygen. Visible lesions were excluded and data compared with controls. We used the 99% prediction interval (PI) for zero change from historical control reproducibility measurements to demonstrate significant change following hyperoxia. Following hyperoxia DTI was unchanged in controls. In patients following hyperoxia, mean diffusivity (MD) was unchanged despite baseline values lower than controls (p < 0.05), and fractional anisotropy (FA) was lower within the left uncinate fasciculus, right caudate and occipital regions (p < 0.05). 16% of white and 14% of mixed cortical and grey matter patient regions showed FA decreases greater than the 99% PI for zero change. The mechanistic basis for some findings are unclear, but suggest that a short period of normobaric hyperoxia is not beneficial in this context. Confirmation following a longer period of hyperoxia is required.
While normobaric hyperoxia (NH) has been used to increase brain tissue oxygen partial pressure (BptO 2 ) following traumatic brain injury (TBI) it is not routine therapy. Reductions in BtpO 2 are associated with worse outcome 1, 2 , and interventions aimed at optimising oxygen delivery have shown benefit 1, 3, 4 . 15 O positron emission tomography ( 15 O PET) has been used to show that NH can improve oxygen utilisation in "at-risk" regions of metabolically compromised tissue in pericontusional and white matter regions 4 . In addition, evidence obtained using diffusion tensor imaging (DTI) show how cytotoxic oedema within a rim of pericontusional tissue can be ameliorated with a short NH intervention 5 . These results are in conflict with evidence demonstrating increases in microdialysis glutamate 6 , and studies showing an association between arterial hyperoxia and poor outcome following severe TBI 7 . These highlight the potential deleterious effects on pulmonary function and worsening neuronal injury due to oxidative stress 8, 9 . Given this background, it is clear that further study of the regional effects of normobaric hyperoxia across the injured brain is warranted to ensure it is used appropriately.
Diffusion tensor imaging has been used to demonstrate evidence of traumatic axonal injury following TBI even when conventional imaging appears normal 10 . Imaging findings are dynamic and potentially reversible 11, 12 , 1 Table 1 . Impact of oxygen therapy on diffusion tensor imaging parameters in healthy volunteers within white matter regions. Data are mean ± standard deviation using the atlas regions of interest applied in normalised space for fractional anisotropy (FA), mean diffusivity (MD) mm 2 /second, axial (AD) mm 2 /second and radial diffusivity (RD) mm 2 /second for six volunteers. Anterior corpus callosum (ACC), body corpus callosum (BCC), posterior corpus callosum (PCC), anterior thalamic radiation (ATR), superior longitudinal fasciculus (SLF), inferior longitudinal fasciculus (ILF), Cingulum (C), uncinate fasciculus (UF), corticospinal tract (CT), forceps minor (F Mi), forceps major (F Ma), ventral midbrain (VM), dorsal midbrain (DM), cerebral peduncle (CP), pons (P). fractional anisotropy (FA), axial diffusivity (AD), radial diffusivity (RD) and mean diffusivity (MD) (p < 0.001 for all comparisons using ANOVA with Bonferoni correction). While the DTI parameters were variable across the different brain regions there were no significant changes in FA, AD, RD and MD with an increase in the fraction of inspired oxygen (FiO 2 ) within white matter (p = 0.82, 0.87, 0.70 and 0.68 respectively, analysis of variance (ANOVA)) and mixed cortical and deep grey matter regions of interest (ROIs) (0.66, 0.32, 0.47 and 0.40 respectively, ANOVA). Table 3 . For the 14 patients and 32 healthy volunteers there was no significant difference in age (p = 0.48, Mann-Whitney U test). The baseline ROI data for healthy volunteers and normoxic patients from predominantly white matter, and mixed cortical and deep grey matter are summarised in Tables 4 and 5 respectively. These demonstrate that baseline patient data show lower FA, MD, AD and RD values than healthy volunteers in a variety of normal appearing white and mixed cortical and deep grey matter regions (p < 0.05, unpaired t tests with Bonferroni correction).
Diffusion tensor imaging in patients and healthy volunteers. Patient characteristics are shown in

Impact of hyperoxia in patients.
The ROI data in patients at normoxia and following hyperoxia for white matter and mixed cortical and deep grey matter are shown in Tables 6 and 7 respectively. These demonstrate that there were no changes in AD and MD. Within white matter FA was lower and RD higher within the left uncinate fasciculus (p < 0.05, paired t tests with Bonferroni correction). Within mixed cortical and deep grey matter FA was significantly lower following hyperoxia within the right caudate and occipital regions (p < 0.05, paired t tests with Bonferroni correction).
The percentage of white and mixed cortical and deep grey matter ROIs in patients and healthy volunteers exposed to hyperoxia showing a change in DTI parameters following NH that was greater than the overall population and regional 99% prediction intervals (PIs) for zero change are summarised in Figs 1 and 2 respectively. In healthy volunteers these changes are shown from baseline air to 100% oxygen. Using the overall population Table 2 . Impact of oxygen therapy on diffusion tensor imaging parameters in healthy volunteers within mixed cortical and deep grey matter regions. Data are mean ± standard deviation using the atlas regions of interest applied in normalised space for fractional anisotropy (FA), mean diffusivity (MD) mm 2 /second, axial (AD) mm 2 /second and radial diffusivity (RD) mm 2 /second for six volunteers. Caudate (Caud), thalamus (Thal), hippocampus (H), frontal (F), parietal (P), temporal (Temp), occipital (O), cerebellum (Cereb).
99% PI significant decreases in FA were found within 16% of white matter ROIs from 9/14 patients and in 14% of mixed cortical and deep grey matter ROIs from 8/14 patients. Changes in the other DTI parameters were less frequent; some regions showed significant decreases in AD and MD while RD was generally unchanged. Supplementary Tables S1 and S2 provide a detailed list of which patients and regions showed significant change for white and mixed cortical and deep grey matter regions respectively. Decreases in FA were found across the whole brain in many different brain regions. Supplementary Tables S3 and S4 provide the equivalent data for the 6 healthy volunteers who underwent graded exposure to oxygen. The results using the individual ROI reproducibility data were similar and demonstrate significant FA decreases in 9% of white and 19% of mixed cortical and Table 4 . Region of interest data within white matter regions in healthy volunteers and normoxic patients. Data are mean ± standard deviation using the atlas regions of interest applied in normalised space for fractional anisotropy (FA), mean diffusivity (MD) mm 2 /second, axial (AD) mm 2 /second and radial diffusivity (RD) mm 2 /second for 32 healthy volunteers and 14 patients with head injury. Anterior corpus callosum (ACC), body corpus callosum (BCC), posterior corpus callosum (PCC), anterior thalamic radiation (ATR), superior longitudinal fasciculus (SLF), inferior longitudinal fasciculus (ILF), Cingulum (C), uncinate fasciculus (UF), corticospinal tract (CT), forceps minor (F Mi), forceps major (F Ma), ventral midbrain (VM), dorsal midbrain (DM), cerebral peduncle (CP), pons (P). For the comparison between normoxic patients and healthy controls unpaired t-tests with Bonferroni correction for multiple comparisons were utilised, and a p < 0.0022 was considered significant. Significant results are highlighted in bold.
Discussion
In this study we used DTI to examine whether an increase in the fraction of inspired oxygen had any beneficial effects within deep grey and mixed cortical, and white matter regions distant from visible contusions following TBI. Baseline patient data showed evidence of traumatic injury with lower MD and FA in several regions compared with healthy volunteers, consistent with cytotoxic oedema and axonal injury respectively. Exposure to a brief period of NH had no effect on healthy volunteers, and did not ameliorate these findings in patients with some regions showing further FA decreases following intervention. Using published reproducibility data from a historical cohort of 26 healthy volunteers we demonstrated that 16% of white matter and 14% of mixed cortical and deep grey matter regions in patients showed a reduction in FA more than the expected population 99% PI for zero change. The mechanistic basis for some of the DTI findings are unclear, but imply that a short period of NH has no beneficial impact within brain that appears normal using conventional structural imaging. To confirm these findings and investigate further will require a longer duration of hyperoxia with serial DTI and conventional MRI in comparison with clinical outcome.
Monitoring of focal tissue oxygen and brain metabolism using microdialysis has shown that hyperoxia can correct derangements 4, 13, 14 and may be associated with improved outcome 1, 15 . Further, a 15 O PET study suggested that improvements in metabolism with hyperoxia may be particularly relevant within brain regions with physiology consistent with the greatest risk of infarction 4 . We have also used DTI to demonstrate contusion expansion within a rim of low MD consistent with cytotoxic oedema that surrounds a region of high MD (vasogenic oedema) 11 , and normobaric hyperoxia can increase MD values towards normal within this perilesional rim 5 . Both these imaging studies demonstrate how a short period of exposure to normobaric hyperoxia (~60 minutes) can result in potential benefit. Such findings suggest improvements in oxygen delivery that may Table 5 . Region of interest data within mixed cortical and deep grey matter regions in healthy volunteers and normoxic patients. Data are mean ± standard deviation using the atlas regions of interest applied in normalised space for fractional anisotropy (FA), mean diffusivity (MD) mm 2 /second, axial (AD) mm 2 /second and radial diffusivity (RD) mm 2 /second for 32 healthy volunteers and 14 patients with head injury. Caudate (Caud), thalamus (Thal), hippocampus (H), frontal (F), parietal (P), temporal (Temp), occipital (O), cerebellum (Cereb). For the comparison between normoxic patients and healthy controls unpaired t-tests with Bonferroni correction for multiple comparisons were utilised, and a p < 0.0031 was considered significant. Significant results are highlighted in bold.
Scientific RepoRts | 7: 12419 | DOI:10.1038/s41598-017-12590-2 relate to evidence of microvascular injury 16 within the 'traumatic penumbra' and are consistent with post mortem studies showing microvascular occlusion and perivascular oedema associated with selective neuronal loss post TBI 17, 18 . Increased brain oxygen levels may overcome diffusion barriers to oxygen delivery 5 or improve mitochondrial function where low oxygen tension allows nitric oxide to competitively inhibit cytochrome oxidase 19 . Mitochondrial dysfunction has been shown in ex vivo clinical and experimental TBI studies 20 , and mitochondrial Table 6 . Region of interest data within white matter regions in normoxic and hyperoxic patients. Data are mean ± standard deviation using the atlas regions of interest applied in normalised space for fractional anisotropy (FA), mean diffusivity (MD) mm 2 /second, axial (AD) mm 2 /second and radial diffusivity (RD) mm 2 /second for 14 patients with head injury. Anterior corpus callosum (ACC), body corpus callosum (BCC), posterior corpus callosum (PCC), anterior thalamic radiation (ATR), superior longitudinal fasciculus (SLF), inferior longitudinal fasciculus (ILF), Cingulum (C), uncinate fasciculus (UF), corticospinal tract (CT), forceps minor (F Mi), forceps major (F Ma), ventral midbrain (VM), dorsal midbrain (DM), cerebral peduncle (CP), pons (P). For the comparison between normoxic and hyperoxic patients paired t-tests with Bonferroni correction for multiple comparisons were utilised, and a p < 0.0022 was considered significant. Significant results are highlighted in bold.
Scientific RepoRts | 7: 12419 | DOI:10.1038/s41598-017-12590-2 function can be preserved using hyperoxia 21 . Other studies demonstrate that hyperoxia has neuroprotective and anti-inflammatory effects within the injured brain 22 . Whilst these changes are most evident within perilesional regions pathophysiological derangements are also evident in regions distant from visible injury based on conventional structural imaging 12, 23, 24 . Several PET studies have shown evidence of ischaemia and other metabolic derangements within brain that may initially appear structurally normal 16, 23, 25, 26 but ultimately demonstrates late atrophy, and is associated with poor outcome 27 . Further, benefit shown with normobaric hyperoxia in the 15 O PET study by Nortje et al. 4 within brain demonstrating physiology consistent with the greatest risk of infarction included normal appearing white matter. Studies using DTI are particularly relevant in this regard since evidence of cytotoxic oedema and traumatic axonal injury are often identified using this technique when conventional structural imaging appears normal 12, 28 . Our findings were consistent with these data. Despite the exclusion of visible contusions and other areas of brain injury, the patient regional baseline data demonstrated significant DTI abnormalities consistent with cytotoxic oedema and axonal injury in comparison with healthy controls. Such regions were the focus of this study, and our expectation was that we may see amelioration of cytotoxic oedema and other DTI signal changes in brain distant from contusions following hyperoxia secondary to an improvement in oxygen delivery and/or mitochondrial function. It is important to acknowledge that any change must be sustained if it is to result in improved neuronal survival and better functional outcome for patients, but it is likely that this will require a much longer period of exposure to NH. However, we wished to demonstrate whether it was possible to use DTI as a biomarker of the trajectory of such injury or its recovery in the assessment of therapeutic interventions such as hyperoxia. Previous imaging studies have limited exposure to NH to one hour 4, 5 , and have conducted repeat imaging within a single session in which changes in other physiological and patient related factors can be minimised. There are also concerns regarding excessive exposure to NH since it can result in atelectasis and pulmonary injury, increased oxidative Table 7 . Region of interest data within mixed cortical and deep grey matter regions in normoxic and hyperoxic patients. Data are mean ± standard deviation using the atlas regions of interest applied in normalised space for fractional anisotropy (FA), mean diffusivity (MD) mm 2 /second, axial (AD) mm 2 /second and radial diffusivity (RD) mm 2 /second for 14 patients with head injury. Caudate (Caud), thalamus (Thal), hippocampus (H), frontal (F), parietal (P), temporal (Temp), occipital (O), cerebellum (Cereb). For the comparison between normoxic and hyperoxic patients paired t-tests with Bonferroni correction for multiple comparisons were utilised, and a p < 0.0031 was considered significant. Significant results are highlighted in bold.
stress and potential harm in critically ill patients. In this context a further preliminary study of the impact of NH on the injured brain was warranted.
Experimental and clinical ischaemia following middle cerebral artery occlusion results in early evidence of cytotoxic oedema with a reduction in MD 29 , and while AD and RD are typically reduced, it has been hypothesised that oligodendrite swelling can compress the axoplasm and result in a greater decrease in RD than AD within white matter 30 . This may explain why acute ischaemia can result in an initial increase in white matter FA if imaging is conducted within 4.5 hours of acute stroke 30, 31 . Later, loss of cellular integrity results in large decreases in white matter FA 30 . These finding are relevant to ischaemic stroke, but were hyperoxia to improve oxygen delivery and attenuate cytotoxic oedema following TBI, MD should increase towards normal and, in theory, an increase in Figure 1 . Impact of hyperoxia in patients. Fractional anisotropy (FA), axial diffusivity (AD), radial diffusivity (RD) and mean diffusivity (MD) within atlas regions of interest (ROI) applied in normalised space for 14 patients using "lesion free" brain by exclusion of lesion core and contusion tissue. Data displayed are the percentage number of white (white) and mixed cortical and deep grey matter (grey) ROIs showing a change greater than the overall population (left panel) and individual regional (right panel) 99% prediction interval (PI) for zero change. The total number of regions in this cohort was 320 and 223 for white matter and mixed cortical and deep grey matter respectively. RD that was greater than AD could result in an initial reduction in white matter FA. While we did find evidence of low MD in TBI patients at baseline consistent with cytotoxic oedema we did not see evidence of an increase in MD towards normal within white or grey matter regions following exposure to hyperoxia. This suggests that the intervention was ineffective, or that a longer period of hyperoxia was needed to demonstrate any effect. In addition, the lack of evidence for a reversal of cytotoxic oedema cannot provide explanation for our finding of a reduction in FA within white or grey matter.
We exposed healthy volunteers to oxygen therapy since oxygen has a known paramagnetic effect and could have resulted in systematic changes to our DTI findings 32 . We saw no relationship between a step increase in administered oxygen and any of the DTI parameters. Healthy volunteers received oxygen via a venturi mask, in comparison with TBI patients who received fixed concentrations of inspired oxygen via a closed ventilatory circuit as they had been intubated and ventilated as part of routine clinical care. The Venturi mask provides a means of reliably titrating the FiO 2 in spontaneously breathing subjects 33 , and while arterial blood gases were not monitored in healthy volunteers each step increase in delivered oxygen will have resulted in higher PaO 2 . Following 15 minutes of breathing 60% oxygen volunteers underwent ~45 minutes of imaging (DTI and whole brain proton spectroscopy) whilst continuing to breath 60% oxygen. Then, following an additional 15 minutes breathing 100% oxygen imaging was repeated for the last time. So, by the final DTI sequence subjects had been breathing an increased fraction of inspired oxygen for over 60 minutes. At this stage the PaO 2 of the healthy volunteers would have been at least as high as that achieved in patients 5 . In patients, we looked for regions where changes in DTI were greater than the 99% PI for zero change using published data from 26 historical healthy volunteers who underwent DTI on up to 4 occasions within two imaging sessions 34 . Both patients and volunteers underwent scanning within the Wolfson Brain Imaging Centre (WBIC) using the same scanner, software version and scanner sequences. Since patients underwent baseline and post intervention imaging during the same session the expected variability in patients, who were also sedated and paralysed during imaging, is likely to be at least as good as that found in awake spontaneously breathing healthy volunteers who underwent repeat DTI during two sessions separated by up to six months 34, 35 .
Patients suffered a TBI and the presence of brain lesions will produce errors in spatial processing, particularly were non-linear algorithms are used to co-register and transform data to a standard template. The ROI template was eroded by a single voxel to limit problems resulting from co-registration, normalisation and partial volume errors. Visible areas of injury were manually delineated in native space, and subsequently, a normalised binary mask of the lesions was used to exclude this volume of brain tissue from the individualised standard ROI template of each patient. All registered datasets were reviewed to ensure that the spatial processing had not resulting in significant errors, and no subjects were excluded on this basis. While these concerns may lead to an over estimate of the difference between regional DTI values in patients compared to healthy volunteers, it is important to emphasise that the focus of this study was to compare change following NH within individual subjects during the same imaging session. There were no structural differences between the baseline and post NH datasets, and therefore, any small errors in registration and normalisation would have been replicated in both datasets. Patients were sedated, paralysed and ventilated throughout imaging sessions as part of routine care. This would have prevented movement artefact and helped optimise data collection, processing and subsequent analyses. Under these circumstances small changes within individual ROIs that relate to problems with spatial processing would be unlikely to introduce systematic errors between baseline and post NH intervention imaging within individual subjects. While it is possible that the DTI changes we found occurred purely by chance, we cannot ignore the fact that over 10% of all patient regions showed a fall in FA greater than the 99% PI for zero change following NH.
While the significance of a fall in FA following a brief exposure to hyperoxia is unknown it still represents some detectable and reversible change in the local tissue environment that did not occur in healthy volunteers exposed to a similar intervention. Given the concern regarding the use of hyperoxia it would be important to exclude the possibility, however small, that this could represent some early evidence of axonal injury within white matter resulting from oxidative stress. In chronic TBI a reduction of FA within white matter is consistent with axonal injury, with the extent of changes dependent on the time since ictus 12 . Interestingly, late cortical FA increases can also occur and may relate to scarring post mild TBI 36 . Clearly, it would be important to undertake serial MRI with DTI to understand how these DTI parameters evolve within both grey and white matter following exposure to longer periods of NH. At the very least these findings demonstrate how such measurements could be used to assess the impact of a longer duration of therapeutic NH and should be compared with evidence of late tissue fate based on structural MR and clinical outcome. Finally, since AD and RD are parameters that relate to the orientation of white matter fibres the small changes we found within mixed cortical and deep grey matter following hyperoxia are of little consequence.
Patients underwent imaging between days 1 -9 post injury, and DTI changes may reflect different trajectories within individual subjects with resolution of oedema mixed with loss of tissue integrity within established lesions. Despite this concern, there was no significant interaction between FA changes following hyperoxia and the time since injury (p = 0.59, ANOVA). All patients in this cohort sustained TBI severe enough to require intensive care management of raised intracranial pressure, and had comparable imaging patterns of injury (Table 3) . Despite this, outcome was variable and it is possible that the changes in DTI parameters seen may reflect individual variability within this small cohort. However, reductions in FA were seen in over half the patients and in the majority of brain regions with no clear relationship to injury type or eventual outcome. Nevertheless, definitive statements concerning the significance of DTI changes would require data from a larger cohort of patients showing evidence of sustained reductions in FA associated with poor functional outcome in comparison with a control arm before it could be concluded that they were indicative of axonal injury 37 . Sequential imaging could be used as a biomarker of the trajectory of such injury or its recovery in the assessment of therapeutic interventions such as hyperoxia 12 .
Previous clinical studies have suggested that the use of high partial pressures of oxygen may be beneficial 1, 3 , but there may be a relatively narrow margin of safety 9 . We limited the maximum FiO 2 in this interventional study to 0.8 to minimise direct side effects such as alveolar atelectasis and pulmonary injury. Clinical studies show little evidence of increased oxidative stress when therapy is applied in a controlled manner within the first three days post injury 3, 5, 38 . We show how changes in DTI can be detected in patients following NH based on reproducibility data from a historical group of healthy volunteers. The pathophysiological basis and significance of any fall in FA following exposure to NH remains unknown, particularly following such a brief intervention. Nevertheless, any potentially adverse effect should be considered and further studies should incorporate serial DTI to help determine how and when this intervention should be used within a precision medicine approach to optimise the beneficial impact on patient outcome. Such data could be invaluable in the design of any future clinical trial since studies to date do not provide definitive evidence of an improvement in clinical outcome 3 . Prior TBI studies have suggested that an increase in the fraction of inspired oxygen can improve cerebral metabolism within perilesional and normal appearing white matter 4, 39 , and using DTI, result in benefit within the rim of cytotoxic oedema found around brain contusions 5 . Using DTI we showed evidence of cytotoxic oedema and traumatic axonal injury distant from visible lesions with no improvement following the short-term administration of normobaric hyperoxia. To confirm these findings and investigate further will require a longer duration of hyperoxia with serial DTI and conventional MRI in comparison with clinical outcome.
Methods
Ethical approval was obtained from the Cambridgeshire Research Ethics Committee (reference numbers 97/290 and 02/293), and assent from next-of-kin with later written informed consent, where appropriate, obtained in all cases in accordance with the Declaration of Helsinki.
Subjects.
Patients. Fourteen adult patients (12 males and 2 females) with median (range) age 33 (21 -70) years with TBI were recruited from the Neurosciences Critical Care Unit (NCCU), Addenbrooke's Hospital, Cambridge, UK between 2010 and 2012. Patients presented with median (range) post resuscitation Glasgow Coma Score (GCS) of 7 (3) (4) (5) (6) (7) (8) (9) (10) (11) (12) (13) (14) , but all subsequently had a GCS <8 requiring sedation and ventilation for control of intracranial pressure (ICP) ( Table 3) . Patients were recruited between day 1 and day 9 post injury and underwent imaging whilst sedated and ventilated. Patients with previous TBI, other neurological disease, or contraindication to magnetic resonance imaging (MRI) were excluded. All patients were managed by protocol driven care; which included sedation, paralysis and ventilation to ensure that intracranial pressure (ICP) <20 mmHg and cerebral perfusion pressure >60 mmHg were maintained 4 . Physiological stability was meticulously ensured during imaging through the titration of fluids and vasoactive agents and the presence of a critical care physician and nurse. Patients who received surgical intervention (CSF drainage or decompressive craniectomy) or second-tier medical therapies (barbiturate coma or moderate hypothermia (33-35 °C)) before imaging are specified in Table 3 .
Based on previous imaging studies we acquired baseline DTI at a partial pressure of oxygen (PaO 2 ) of approximately 75-90 mmHg (10-12 kPa) and then increased the FiO 2 to a maximum of 0.8 in order to achieve a PaO 2 of approximately 225-260 mmHg (30) (31) (32) (33) (34) (35) . Following a 60-minute period to allow the impact of higher PaO 2 (and by inference, brain pO 2 ) levels on cerebral metabolism, repeat DTI was obtained within the same imaging session without moving the patient.
Controls.
A total of 32 healthy volunteers (19 females and 13 males) with a median (range) age of 34 years underwent DTI breathing room air. Six of these volunteers were exposed to graded oxygen therapy (60% and 100% inspired oxygen) delivered via a venturi mask (Flexicare Medical Limited, Mid Glamorgan, Wales) and underwent repeat DTI within the same imaging session. Diffusion tensor imaging and whole brain proton spectroscopy were obtained at each level of inspired oxygen (21%, 60% and 100%) following an equilibration period of 15 minutes. The baseline data obtained breathing room air in all 32 subjects, and the graded oxygen therapy data in the six healthy volunteers, are presented in the results section of this manuscript. As part of a previously published study, 26 of these volunteers underwent DTI on up to 4 occasions within two imaging sessions separated by a maximum of six months. The reproducibility data from this historical cohort have been published, and are used in the subsequent analyses 34 . 
